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A, RNA was reverse-transcribed with SuperScript III reverse transcriptase using Sol-1 0 2
PrimerA, followed by second strand synthesis with DNA polymerase with Sol-PrimerB and less than 24 h after collection, with a targeted sequencing approach based on Ebola specific 1 0 9 PCR primers that took 15-60 min [9] . For this they used targeted reverse transcriptase PCR In the present study, we tested the potential of untargeted nanopore sequencing on the genome) causes infection in the respiratory tract of an animal. We sequenced nucleic acid 1 2 0 that we extracted from a mixture of three foetal lung cell cultures which were infected either is surrounded by an outer lipid membrane envelope. BoHV1 also has a protein tegument between the capsid and the envelope. We report correct simultaneous identification of combined DNA and RNA virus The cultures were sourced from (Agri-Food and Biosciences Institute (AFBI),Veterinary The three frozen viral cultures were crushed to a fine powder with a sterile pestle and mortar (480 mg), BRSV (370 mg), BPI-3 (150 mg)) and combined in a 1.5 mL Eppendorf DNA low
bind tube (Eppendorf, Hamburg, Germany). The volume was adjusted to 1 mL with
DNA/RNA/DNase/RNase-free PBS (Sigma Aldrich Ltd., Arklow, Ireland) and 2.5 µL
RNaseA (4 mg/mL) (Promega, Madison, WI, USA), 100 µL of 10× Turbo DNase buffer and DNase was added, the mixture was inverted slowly again 6 times and incubated for a further Immediately following nuclease treatment, the remaining nucleic acids were extracted with manufacturer's instructions except that carrier RNA was substituted with 5.6 µL of a solution performed with 2× 30 µL of buffer AVE (total 60 µL) which was supplied in the kit. transcription), 13 µL of extracted nucleic acid was added to 1 µL of random hexamer and minifuge and placed on ice. To generate the second cDNA strand, the entire first strand
cDNA reaction mixture (20 µL) was combined with molecular grade water (55 µL) (Sigma-
Aldrich, Arklow, Ireland), 5× second strand reaction mix (20 µL) and second strand enzyme and down six times. To remove residual RNA, 10 µL (100 U) of RNase1 (supplied in the
Maxima H Minus Double-Stranded cDNA Synthesis Kit) was added to the second strand 1 7 9
reaction mixture which was mixed by slowly pipetting up and down six times and incubated enzymes and primers and retained purified double-stranded cDNA and gDNA. The purified double-stranded cDNA/gDNA was tagmented using a Rapid Sequencing Kit
SQK-RAD001 (Oxford Nanopore Technologies, Oxford, UK). Briefly, 7.5 µL of double-
stranded cDNA/DNA was added to 7.5 µL of FRM (Oxford Nanopore Technologies, Oxford, Technologies, Oxford, UK) was added to the 15 µL tagmentation reaction and mixed by slow pre-sequencing mix) was then incubated for 5 min at room temperature. Running the library RAD (37.5 µL), H2O (31.5 µL) and pre-sequencing mix (6 µL) were combined in an
Eppendorf LoBind tube (Eppendorf, Hamburg, Germany) and mixed by pipetting. The Technologies, Oxford, UK) on a MinION Mk1B (Oxford Nanopore Technologies, Oxford, The MinION generated 17,138 FAST5 sequence files which we converted to FASTA files 2 0 6 using pore tools [12] . This resulted in 7,057 FASTA files that contained sequence reads.
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These sequence reads were then subjected to a local high throughput BLAST search against was used for identification of the 7,057 sequences. summarised in Table 1 and full details are included in S1 Table. A large number of these sequence reads (99.6%) were identified as one of the three expected viruses BoHV1, BPI-3 2 1 7
and BRSV (Table 1) . Only 11.6% of the sequence reads were identified as bovine and 46% of 2 1 8 the sequence reads were identified as non-bovine/non-viral sequences. 
